Mice were euthanized between days 5-14 p.i. Animals were perfused with PBS, followed 182 by 4% paraformaldehyde, and brains were harvested, divided into five coronal slabs, and 183 embedded in paraffin. Multiple 4-µm-thick tissue sections were cut and mounted onto slides.
184
Viral antigen positive cells were detected on paraffin sections using TMEV hyperimmune rabbit 185 serum, as previously described (47; 53). GFP + cells were detected with rabbit anti-GFP (Abcam, 186 Cambridge, MA). Secondary fluorescent antibody was donkey anti-rabbit IgG-FITC (Jackson
187
ImmunoResearch Laboratories, West Grove, PA). Fluorescence was detected on a Nikon
188
Eclipse E800 microscope and analysis was performed using Image-Pro® Plus imaging software
189
(Media Cybernetics, Inc., Bethesda, MD).
190
For IL-6 staining, sections were incubated with 3% normal donkey serum (Jackson 191 ImmunoResearch Laboratories) for 30 minutes at room temperature, followed by incubation with 192 rat (monoclonal) anti-mouse IL-6 unconjugated primary antibody (1:2,000 dilution in PBS; 
201
TNF-α staining was performed similarly to the IL-6 staining with slight modification.
Results

234
Immune cells in peripheral blood in TMEV-infected mice 235 To determine the numbers of specific mononuclear cells in the peripheral blood of 236 individual TMEV-infected mice compared to uninfected mice, blood was collected 5 days prior 
Phenotypic analysis of immune cells infiltrating the brains of TMEV-infected mice
247
Previous work from our laboratory suggested that monocytes/macrophages were 248 important in the induction of acute seizures (21 Figure 4D ).
284
GFP chimeric mice were used to confirm that macrophages are infiltrating the brains of were isolated from the brains of mock-and TMEV-infected GFP chimeric mice on day 3 p.i. and population infiltrating the brain at day 3 p.i. (Figures 2 and 4) .
391
We examined the role of neutrophils in our previous studies by depleting neutrophils 392 through the administration of the anti-granulocyte-differentiation antigen-1 (Gr-1) antibody
393
(clone RB6-8C5) (21). We found that there was no significant effect on the number of mice showed that these GFP + cells were infiltrating macrophages ( Figure 5A ). versus TMEV-infected GFP chimeric mice that did not have seizures ( Figure 6 ). Therefore,
408
these results demonstrate a link between macrophage infiltration and mice experiencing seizures.
409
Activated microglia and macrophages release inflammatory cytokines, prostaglandins,
410
and nitric oxide possibly leading to neuronal excitability and neuronal damage (31). In our 411 study, TMEV-infected mice had significantly higher expression of MHC class II and CD86 on monocytes, indicating that microglia and macrophages were highly activated (Figure 3 ). 
